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Abstract of JP2004305024 

PROBLEM TO BE SOLVED: To provide a method by which regulation of an enzyme activity can 
simply be carried out without accompanying inactivation of the enzyme and to provide a reagent. 
SOLUTION: The method for regulating the enzyme activity comprises selectively and irreversibly 
binding a chelate compound to a phosphate monoester moiety of a cofactor. A method for enzymically 
assaying a substance comprises selectively and irreversibly binding the chelate compound to the 
phosphate monoester moiety of the cofactor. The reagent enzymically assays the substance containing 
at least the cofactor, the enzyme and a substrate and the chelate compound selectively and irreversibly 
binding to the phosphate monoester moiety of the cofactor. 
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52.04 ( 2 H , dd, J = 12.1 and 12.3 Hz, CCH 
N), 2.53 (3H, s, CH 3 ), 3.06 (2H, dd, J = 
12.1 and 12.3 Hz, CCHN), 3.74 (1H, t, J 
= 10.4. Hz, CCHC), 4.02 - 4.34 (8H, m , A 
rCH 2 ), 7.54 - 7.65 (8H, m, A r H ) , 8.06 - 
8.12 (4H, m , t A r H ) , 8.58 (4H, m, A r H ) 
1 3 C NMR (125MHz, DMSO-d 6 ) Og* 

558.0, 60.1, 62.0, 64.6, 122.7, 124.3, 1 
24.4, 124.4, 139.9, 140.4, 147.0, 147.2, 10 
154.7,155.1 

1609, 1576, 1556 (C = 0), 1485, 1439, 1266, 
1108 ( C 1 O 4 " ) , 1090 ( C 1 O 4 " ) , 770, 625 cm" 1 
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CCHC), 4.02 - 4.34 (8H, m, A r C H 2 ) , 7.54 
- 7.65 (8H, m , A r H ) , 8.06 - 8.12 (4H, m 
A r H ) , 8.58 (4H, m , ArH) tfcof: fl 

1 3 C NMR (125MHz, DMSO-d e ) Ofifftlt, 558.0, 60. 

1, 62.0, 64.6, 122.7, 124.3, 124.4, 124. 

4, 139.9, 140.4, 147.0, 147.2, 154.7, 15 

5 . 1 T* o tz. a 
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fyj; K7f=y^5!^Vtf K (NADHilt) SSJSRtS 3 4 0 nmO»* 
g © ^ -fb & 1 2#ritEftt5iiCJ:9tTofc. 
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M — i* ^ : 2 5 0 m 1 tmmnm : 5 M 1 *r » L , 3 7 t t 5 ^^SfS $ t fc t , SI — 
f* m : 5 0m 1 £: 8s in , & L , 3! f- 3 7 <C 5 # [13 K J£ £ it „ — ISf K J& S: , 3 

4 0 nmOKJtS^ftt LTESLfc, 
1 t„ 

[ 0 0 3 7 ] 

(^fM3) 

SIlCD-^;l/3-7, Slt^^ = -^ft Kn^t-t' (Code : G L D - 3 1 1 

, 3K#£frisi) , i b f t n a d Px ^H^w^y^^^A-y^KiB^fcatiW^oprasw 

*5Rlc*srt5SS*iStt©*ffitt, *EfiS*Sr»Mfc3 7 ^ t fM $1 £ # ft ft £ If- T* , NA 
DPHjgtSrKSftfS 3 4 0 n m C ft S: 1 2 g> r t t ggf 5 1 i |C i <9 o 40 

fee 

, I-^li Lt, 2 5 0mMOD-^/U3 — 0. 2mM©NADP, 5 0mM 

O h !) ^-fil (pH7. 5) , *5 £ t; 0 . 1 ~ 1 mM©7tX^ ^|rf ftf ^^tfTRI 

m*mu\-t^ a ni^iiLTii, it«*s:ffiv^fc. mm 7km m t it 5 u / m 1 
(D^/u-a-^xt Kpyt-t*^ttf f y^-ti ( P H7. 5) 7k&m&mm.vtc a 

Jg — : 200m 1 bft-Vtm : 5m lSr^^L, 3 7TC-?5#|l(lRjS£-g-fcft, S# Hf 

I* |g : 1 00 H JSJB, M -a- b , S t 3 7 t -? 5 # fl!! S J& £ 0 — il£D^*SJS$r. 
3 4 0 nm0>R3te*2Efls£ L T IE ® L „ 
Sr 0 2 |;$t. 

r ax t ± 9 , ^y^^^/uy^^gB^tji^«]* i opias6<)i-^^-rs^u--hft-g-#i ( r so 
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ii5WteT*fc5 r t # ft j6» -5 „ 
[ 0 0 3 8 ] 

4 ) 

If git//V3-^ft Koyt--^ (Code : G L D - 3 1 1 

, MPE&M) * IHftNADP, MH^cD^yai^^/vy^-^IS^i-S^W^^OBTj^W 

*3Kfc*Jrt<5»*fitt©lftttJH:» 3R«*Sr»M»-3 7 < Cl£$iJ$l£*ifc#}fe3fcgff|--e, NA 
DPHgSSrK!*t5 3 4 0 n m»Si*|0«:l: 1 2 # r i: KEftt 5 w i t J: Uffo 
/c„ 

* T s l-KIHt, 2 5 OmMOD-^/^-^, 0. 2mM£ONADP, 5 0 m M 
©MX-Sf (pH7. 5) , 0. 2 3mM©7*^^/S:-&tf7KS$$riSi!Lfc„ 
~ i* ^ £ L T 12 , 0 ~ 4 mMO y ^1* !) n ( p H 7 . 5) ^-^tV^tt-^tfTK^f^^P 
§g L fc „ £ fc , Sf tK *g i LT5U/m 1 w^/u^-^^t Koy^---tfSr-&tf h y * 

-^^( P H7. 5) *mmzmm^tc 0 

m-nrn : 200^ i £ jfs - 1* m : 5/x 1 * « a- 1, , 3 7 °c x* 5 m & z tc '& . mm 

KM : 100p ISrSsflD. » -fr L » 7 5 »f B 1g(S$*fc„ — » tf> |£ 5fl K & , 

3 4 0 n m©i^g^fti LtE® Lfc, 
;g * £ 0 3 

(OS^-tt^^-^^^) l£ £ -5 SI iff S 14 <o PI * ti: , *t«y JcJ:9»l«S-r5-i:!iS 
^*^r|gl4^^-ro 

[ 0 0 3 9 ] 

(Itffitt 5 ) 

^3glCi//W3-x^t: Knft-* (Co d e : GLD-3 1 1 
, X & «F 9t ) ; ffiH^CNADP^ ttH^<^*y^^^^y>Ka5^l-^^«}* i o'5I2S6<j 

*ai^*srta»3lfigtt©«WH:, 3K«**:*H8te3 7tJC$iJ^I^^fc^3t3feKtf'e, NA 
DPHgS5rKWt5 3 4 0 n m©K*a©Sft?r 1 2 »r i CBftti i t K i 0 ffo 

If, LT, 2 5 OmMCD-^;^-^, 0. 2mM<£>NADP. 5 0 m M 

<D b V X - m.m (pH7. 5) s 0. 2 4mM©7t^^^Sr^tf7Kiilr^iiLfc. SI 
ZKIt LXIi, 0~4mM(7>y>'K*y^A ( P H7. 5) £^Jx^*l,^£f2K*&fg£P 
JgLfco Sfc. P^TK^ffit U T 5 U / m 1 ©^/Ua-^ft Fn^t- •*? S: -fi- tf h y * 
- ^ H (pH7. 5) Tk^iSSrPMbfco 

m-nm : 2 o o » 1 t as - tt n : 5 M 1 £ *s -a- l , 3 7tf5»^R£jtfcg, si * 

It IE : 1 0 0 M 1 £ JP . & L , 3El£3 7'C-e5a-imRj&S*fc. -iSrogfjftSJfcSr, 
* £ HI 5 \C Tji -f „ 

micit). ^7^^x^y>-®^^{-^^^/i i OBTii6^ir^^-rs= 3 {-U'-h<k-a-^ ( r. 

«T 16 T- fc 5 r. £ ^ # 5 „ 
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a y Y L tz „ 
&m:*m 6 ic^-fo 

^ *u m * 0 , mmRj&m&&mwt}) % t\ tfrftfrz. -r ^ *> , mm* 

^B*©B**WSIJ£:£ifc«rS#-*--5ri:*s-e#*. 
[ 0 0 4 0 ] 

(gsttfll 6 ) 

Sf ICD-^/^-x, ill^^n-^T t KD^t-f (Co d e : GLD-3 1 1 

, mm mm) , «h^knadp % WH^-w^-y^^x^y^^ais^jca^w^oBritw 10 

* * u - h ik&voic? * * ? ? & m^ti%k\zxiktii:nmvtL 0 
*miz&nzmmm&(D8im\*^ mwfc&nmiz. 3 7rtsij#p£ixfc:£*3t&?f--t?, na 

DPHj|«l:S»it5 3 4 0 n mOSJfctOf ft?: 1 2^r*ttC|H^-r5i i: t i 9 fto 

$f , ^-l^lt Lt> 2 5 OmMOD-^;^-^, 0. 2mMC0NADP, 5 0 m M 
OM^-Sl (pH7. 5) , 0. 2 5mM©7t^^y^^tf*i»5:IfiLt„ ^ 
-StU i LTtt, 0 ~ 4 mM<D V V J* ( P H7. 5) * tl ^ tl*S tf *m Wl & M 

fitfc. Sfc, i**gSiLT5U/mlO^;^-7ft Knyt-f J^trF!)^ 
-J£K(pH7. 5)**ifc«:il»Lfc. 

S& - f* SI : 2 0 0 y 1 tIZWI: 5 M 1 *r ft -fr L % 3 7 5 J *fc SI * 20 

&m : 1 0 0 » 1 £ 8s JQ , ft 1§" b\ JElC3 7nc-C5#|SJEJeS*fc. -*<£>Si*KJS£. 
3 4 0 nmOK^i^fti: LTl2^L-fc 0 
*g * £: 0 7 tC^-To 

wMci 9 , ^/ixt/H >" K SB # I- a> opTjSW tc SS^tS^i/- h ft -g- * (r 

"BJ fg T* fc -5 r. i: 3* # 5 . 

[ 0 0 4 1 ] 

[ % m <o 3sb ft ] 

0!:=^f >7; K7f=>^? ^ I'tf K5 ^g^-^/^^-^A-y 
[ 0 0 4 2 ] 

* 55 K J: *t tf , Sf ft T *> 9 , d> o fif fig tc x ^*£D^fi|^^^-f^*ffitt<D||©as»rtgi: 
i t ± H > = >7; K 7 r - V y ? ^ u ^- ^ K y yi©* / i^f /vp >" ^ gfl # 



(13) 
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mm* i^mrn v i/mz&Dn-r z ^ t \c x z mm v 'swtnmm & && &&& z. t & 

[ 0 0 4 3 ] 

#*9§«rJBv*S-4:fcJ: 0 , ffi H ^ & H 4- f 5 B Hi Srtii & fB@5 1" 5 ^ j£ O £ W 35 £. 

[ 0 0 4 4 ] 

[ 0 S <0 ffi ¥■ * K IS ] 

[01] H S6 09 1 , Jt « 09 1 , ^J£092»^mSr^-r„ 
[02] £*093©»*«:a*-*-. 

[03] Hifi094ti3Jt5B*Sfi;©!»*«aEft:oe*«r*-r. 

[@4] mmm 4 \z & rt zmm &.fc<D®mg. t mm v ^iiigtros^ir^t. 

[05] 3ut«5fc*irta#*sj£©!R*«ajfls«5«*s:*-r. 

[06] 5 izi$ if zmm RfcotnMBt t mrnv ^n«si:<oH«s:^-r= 

[0 7 ] 35JS096 ,c*ms**RJ&«>»*«a£'ffc©*S***1". 

[0 8 ] it m m 6 ^*3wsns*s«©«ja«i:it«y yiSSi»if^*t. 
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